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Immobilized mRNA 



Incubate with Cell Extracts 
Containing RNA binding 
protein activity (e.g. RBP-X) 





Wash and elute RBP-X £ 





RBP-X can be identified by protein microsequencing or immunoblotting. 



Biotinylated mRNA 



Streptavidin-agarose support 



RNA binding protein of interest 
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Ribonome 

The Ribonome Is the 
entire collection ofRNAs 
and their associated RNA 
binding proteins (RBPs). 



Ribonomic Clusters 

RAS m segregates the 
ribonome into distinct 
ribonomic 'clusters' 
based upon a specific 
RBP. Genes within each 
cluster are identified by 
microarray. 
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RiboTrop 
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Total 
RNA 



Anti-RBP1 




Isolated RBP1 mRNP 
complex 



Extract mRHA 
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Mlcroarray 
analysis 
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RBP1 -associated 
mRNAs 



•Global view of transcriptome 
•Low sensitivity 
•Complex Data Sets 



•Enriched subset of mRNAs 
•Higher Sensitivity 
-Focus— Simplifies Data sets 

-Many in same pathway, ie. functionally related* 
•Identify Novel Components 



WO 2004/092740 PCT/US2004/0 10686 

5/89 




WO 2004/092740 



6/89 



PCT7US2004/010686 




Data Analysis 



Scan Array 




(Axon4000b/GenePix v. 4.0 






Feature 






Extraction 






Imagene v.5.5 








Normalization 






(Perl, R, Bioconductor) 
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Gene clustering 



Statistical Filtering 



Class Prediction 
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Oligo: 



300 mil NaCI 
C C 5' 5* 3* 3» 





3'UTR 

prB 
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Low glucose (translation repressed) C £jjTR-RBPg> 

I (A)_ 



SP I B 1 C I A UM«^»rf T (A)7H 
5»-UTR 3'-UTR 
(stem loop) 




glucose | 



SP I B I C I A U^^^^^^r^^^ I (A)„ | 

High glucose (translation active) 



Model for binding ofRBPs to preproinsulin mRNA 
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